Bovine paratuberculosis (PTB) is a chronic enteric inflammatory disease of ruminants caused by Mycobacterium avium subsp. paratuberculosis (MAP) that causes large economic losses in the dairy industry. Spread of PTB is mainly provoked by a long subclinical stage during which MAP is shed into the environment with feces; accordingly, detection of subclinical animals is very important to its control. However, current diagnostic methods are not suitable for detection of subclinical animals. Therefore, the current study was conducted to develop a diagnostic method for analysis of the expression of genes of prognostic potential biomarker candidates in the whole blood of cattle naturally infected with MAP. Real-time PCR with nine potential biomarker candidates was developed for the diagnosis of MAP subclinical infection. Animals were divided into four groups based on fecal MAP PCR and serum ELISA. Eight genes (Timp1, Hp, Serpine1, Tfrc, Mmp9, Defb1, Defb10, and S100a8) were up-regulated in MAP-infected cattle (p <0.05). Moreover, ROC analysis revealed that eight genes (Timp1, Hp, Serpine1, Tfrc, Mmp9, Defb1, Defb10, and S100a8) showed fair diagnostic performance (AUC!0.8). Four biomarkers (Timp1, S100a8, Defb1, and Defb10) showed the highest diagnostic accuracy in the PCR positive and ELISA negative group (PN group) and three biomarkers (Tfrc, Hp, and Serpine1) showed the highest diagnostic accuracy in the PCR negative and ELISA positive group (NP group). Moreover, three biomarkers (S100a8, Hp, and Defb10) were considered the most reliable for the PCR positive and ELISA positive group (PP group). Taken together, our data suggest that real-time PCR based on eight biomarkers (Timp1, Hp, Serpine1, Tfrc, Mmp9, Defb1, Defb10, and S100a8) might be useful for diagnosis of JD, including subclinical stage cases.
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Introduction
Johne's disease (JD) is a chronic inflammatory disease of the gastrointestinal tract of ruminants with granulomatous lesions that is caused by Mycobacterium avium subsp. paratuberculosis (MAP) (Whitlock et al., 1996) . Johne's disease can be divided into four stages depending on the clinical signs and MAP shedding levels including the silent, subclinical, clinical, and advanced clinical stage [1] . In the silent stage, the infected animals do not show any clinical sign or excrete MAP into the environment [2] . During the subclinical stage, animals still do not have clinical symptoms; however, they shed low numbers of MAP into environment, which can be circulated in the herd and infect other animals [2] . After subclinical stage, animals enter clinical stage and start to show clinical signs such as gradual weight loss, diarrhea, and decreased milk production [2] . Finally, animals become cachectic and lethargic in advanced clinical stage [2] . Accordingly, it is very important to remove animals in the subclinical stage to control the disease. However, current diagnostic methods are insufficient for diagnosis of subclinical stages of disease [3] . Although fecal culture has been considered a gold standard for the diagnosis of MAP [4] , this method is time-consuming and shows low sensitivity, especially in subclinical stages of the disease [5, 6] . PCR allows rapid detection of MAP in clinical samples such as feces, milk and blood [7] ; however, PCRbased methods are also limited in their usefulness for diagnosis of subclinical stages of disease because of the low sensitivity [8] and low specificity caused by genetic similarities with other mycobacteria [9, 10] . Although ELISA has been used for detection of antibodies to MAP in clinical samples such as serum and milk, this method is also inadequate for diagnosis of fecal shedders in the subclinical stage, especially in 1-2 year old cattle [11] . Therefore, new diagnostic tools have been requested to detect MAP-infected animals at early stage of infection.
Biomarkers, which are considered indicators of specific pathogenic conditions or therapeutic responses to treatment [12] , are commonly used as diagnostic tools for various diseases [13] [14] [15] [16] . Recently, host biomarkers discovered using transcriptomics, metabolomics, and proteomics have been proposed as alternative diagnostic methods for paratuberculosis [17] [18] [19] [20] . Biomarkers indicating early stages of MAP-infection were proposed by analyzing gene expression profiles of blood in cattle with experimental MAP infection [17, 18] . A metabolic profiling in cattle with experimental infection of MAP revealed that four metabolites (iso-butyrate, branched chain amino acids, leucine, and isoleucine) were increased in serum of the MAPinfected cattle while citrate was decreased [19] . Moreover, six proteins (transferrin, gelsolin isoforms α & β, complement subcomponent C1r, complement component C3, amine oxidasecopper containing 3, and coagulation factor II) were proposed as biomarkers after they were found to increase by at least 2-fold in MAP-infected cattle, as were two proteins (coagulation factor XIII-B polypeptide, and fibrinogen γ chain and its precursor) that were reduced by nearly two-fold in MAP-infected cattle [20] . Our previous studies also proposed several biomarkers that were up-regulated in MAP infected macrophages, mice, and cattle [21] [22] [23] . Transcriptional profiles of MAP-infected macrophage RAW 264.7 cells and a mouse model suggested five and three genes as prognostic biomarkers, respectively [21, 22] . β-defensins were also suggested as prognostic biomarkers in subclinical animals of MAP-naturally infected cattle [23] . However, application of those biomarkers for diagnosis of JD has yet to be investigated. Therefore, we developed a real-time PCR method using the biomarkers for diagnosis of bovine paratuberculosis by measuring the gene expression level of several biomarkers in whole blood.
Materials and methods

Experimental design and animals
About 300 Holstein cattle were raised on the national farm in Cheonan city which located in mid-west region of the South Korea. The cattle were regularly tested for absence of JD two times per year using fecal PCR and serum ELISA. A total of three to eight year old fourty-four cows were selected for further analysis after detection of MAP-specific antibodies using a commercial ELISA kit (IDEXX Laboratories, Inc., Westbrook, ME, USA) and MAP in the feces by PCR [24] . The detection was performed four times with a 6-month interval to enable accurate classification of infection status. The animals were divided into the following groups based on the results of PCR and ELISA: NN, ELISA and PCR negative; PN, ELISA negative and PCR positive; NP, ELISA positive and PCR negative; PP, ELISA positive and PCR positive. All animal procedures were approved by the National Institute of Animal Science (2013-046). Detailed characteristics of study subjects are shown in Table 1 .
Selection of biomarker candidates
Nine genes that were significantly up-regulated in MAP infected macrophages, mice, and cattle were selected for use as diagnostic biomarkers based on our previous studies ( 
Optimization of primer and probe concentrations
The optimal concentration of primer and probe concentration was determined with an identical cDNA template for each biomarker gene. Three concentrations (0.5μM, 0.75μM, 1μM) of both forward and reverse primers with a constant probe concentration were tested. The combination showing the highest fluorescence value was tested at three different concentrations of the probe (0.1μM, 0.2μM, 0.3μM). For further experiment, primer and probe concentration that showing the highest fluorescence value was selected.
Real-time PCR
Total RNA was employed to prepare cDNA with random primers using a QuantiTect Reverse Transcription Kit (Qiagen Inc., Valencia, CA, USA) according to the manufacturer's instructions. The expression of nine biomarker genes was measured by quantitative real time RT-PCR, which was conducted using a Rotor-Gene multiplex PCR kit (Qiagen Inc). In brief, total of 18μl reaction mixture was prepared consists of 10μl Master mix, RNase-free water, 0.5μM forward and reverse primers, and 0.1μM probe for each of the biomarker genes. After that, 2μl of cDNA template was added to a final volume of 20μl. The specificity of the primers and probes for each biomarker genes was confirmed by homology search (https://www.ncbi. nlm.nih.gov/tools/primer-blast) and agarose gel electrophoresis. The primers and probe used in this study are shown in Table 3 . Sensitivity of real-time PCR reactions was confirmed by real-time PCR reaction using the known copy numbers calculated from purified PCR products which serially diluted from 10 9 to 10 2 copies of the templates. The real-time PCR was conducted for 45 cycles and C T values were obtained. Negative control was included with no template. Real-time PCR was conducted by subjecting the samples to 95˚C for 10 min, followed by 50 cycles of 95˚C for 15 s and 60˚C for 45 s. The expression level was determined by the 2 -ΔΔ Ct method using the housekeeping gene, β-actin, as a reference.
Statistical analysis
Data are reported as the means ± the standard error of the mean (S.E.M.) of three independent experiments. Statistical significance was determined by ANOVA (p 0.05) with Dunnett's post hoc test using the GraphPad Prism software version 7.00 (GraphPad Software, Inc., La Jolla, CA, USA). Receiver operator characteristics (ROC) curve analysis was conducted using the statistical package for social science (SPSS) software version 21.0 (SPSS Inc., Chicago, IL, USA) and the MedCalc Statistical Software version 13.3.3 (MedCalc Software, Ostend, Belgium). Higher AUC scores were considered to show better discriminatory powers as follows: excellent discriminatory power, AUC !0.9; good discriminatory power, 0.8 AUC<0.9; fair 
Results
Specificity of probe and primers
Specificity of primers and probes were confirmed by homology search. Also, to confirm the specificity for each biomarker genes, RT-PCR and agarose gel electrophoresis was performed. Single PCR band were confirmed for each biomarker gene and the β-actin gene and non-specific PCR product was not observed confirmed in the negative control with no cDNA sample (Fig 1) . 
In this study
https://doi.org/10.1371/journal.pone.0178336.t003
Sensitivity of real-time PCR reactions
Real-time PCR for the each biomarker gene was performed using the specific primers, probes and the purified PCR products. Amplification plots were presented for biomarker genes with increased template copy numbers from 10 2 to 10 9
. Amplification plot shows that fluorescence increase with increased template copy numbers (Fig 2) . Also, real-time PCR was highly sensitive to detect low level of gene expression of biomarker genes (about 10 2 copies of the template cDNA) and negative control sample with no template DNA showed no increasing of fluorescence (Fig 2) .
Optimization of primer and probe concentrations
The optimal concentration of primer and probe concentration was determined by conducting real-time PCR with three primer and probe concentrations. The combination of forward and reverse primer at 0.5μM for biomarker genes and β-actin gene revealed highest florescence and lowest C T value. With this primer concentration, 0.1μM of probe showed highest florescence and lowest C T value. Combination of 0.5μM forward and reverse primers and 0.1μM probe concentration was used in further analysis.
Gene expression level of biomarkers in MAP infected cattle
Experimental animals were divided into four groups based on the results of fecal PCR and serum ELISA conducted three times with a 6 month interval (Table 1) . When compared with the non-infected NN group, expression of eight genes (S100a8, Defb1, Defb10, Mmp9, Timp1, Hp, Serpine1, and Tfrc) showed higher expression in the PN group (p<0.05), while higher expression of seven other genes (Timp1, Hp, Serpine1, Tfrc, Defb1, Defb10, and Mmp9) was observed in the NP group (p <0.05). Moreover, in the PP group, five genes (S100a8, Mmp9, Hp, Serpine1, and Tfrc) showed significantly higher expression in the PP group (p <0.05). Four genes (Tfrc, Hp, Serpine1, and Mmp9) were up-regulated in all infected groups, while three genes (Timp1, Defb1, and Defb10) were up-regulated in the PN group and the NP group, and S100a8 was up-regulated in the PN group and the PP group (Fig 3) . The mean fold changes of each biomarker are shown in Table 2 .
Discrimination between infected and non-infected animals
The AUC score of biomarkers was calculated during ROC analysis. In the PN group, the AUC scores of eight genes (Timp1, Defb1, Tfrc, Defb10, S100a8, Serpine1, Mmp9, and Hp) were !0.8. In the NP group, four genes (Hp, Timp1, Tfrc, and Serpine1) had AUC scores !0.8, while six genes (S100a8, Hp, Serpine1, Tfrc, Mmp9, and Defb10) in the PP group had AUC scores !0.8 (Fig 4) . When the diagnostic accuracies of individual biomarkers were calculated by ROC curve analysis, the most accurate biomarker in the PN group was Timp1, with an AUC value of 0.985, while the most accurate biomarker in the NP group was Hp, with an AUC value of 0.942. Additionally, the most accurate biomarker in the PP group was S100a8, with an AUC value of 0.896. Similarly, in the PN group, Timp1 showed the most accurate diagnostic performance, with a sensitivity of 100% and a specificity of 90.9%. In the NP group, Hp showed the most accurate diagnostic performance, with a sensitivity of 92.9% and a specificity of 90.9%. Moreover, S100a8 showed the most accurate diagnostic performance in the PP group, with a sensitivity of 85.7% and a specificity of 90%. Other details pertaining to the diagnostic performance of biomarkers are shown in Table 4 .
Discussion
Early diagnosis of JD is the most important requirement to eradicate it from MAP-infected herds. However, current diagnostic methods are not sufficient for the diagnosis of subclinical stage animals that are actively dispersing MAP into the environment via fecal shedding [2] . Recently, several studies have attempted to diagnose subclinical stages of JD by analyzing hostpathogen interactions, including gene expression, miRNA, protein, and metabolites to MAP infection [17] [18] [19] [20] 27] . Some of the studies have been conducted to identify prognostic biomarkers of JD by understanding host response to infection during the progression of JD [21, [28] [29] [30] [31] . However, no attempt has been made to apply biomarkers as diagnostic tools. Therefore, the present study was conducted to diagnose MAP infection using a real-time PCR method based on potential prognostic biomarkers. In the present study, several biomarkers showed good discriminatory ability (AUC!0.8) between MAP-infected cattle and non-infected cattle. Three genes (Hp, Serpine1, and Tfrc) showed good discriminatory ability (AUC!0.8) in fecal PCR-positive and/or serum ELISApositive groups (PN, NP, PP). Acute phase proteins are blood proteins that respond to infection and inflammation and have been used as diagnostic and prognostic biomarkers in veterinary medicine [32] . Hp is the major acute phase protein of cattle that responds to infection [33, 34] . Moreover, Hp is known to exert anti-inflammatory activity by down-regulating neutrophil activity via inhibition of both lipoxygenase and cycloxygenase [35] and to inhibit bacterial growth by interfering with iron acquisition by the host cell [36] . Moreover, Hp inhibits phagocytosis and intracellular killing of pathogens [37] . This anti-inflammatory response induced by Hp might reduce the harmful aspects of inflammation that could be destructive to the host itself. In that regard, up-regulation of Hp in MAP-infected animals might be a host response to early infection of MAP. Hp showed highest diagnostic accuracy for the NP group and whole infected animals, with AUC values of 0.942 and 0.901, respectively.
The initial response to MAP infection is dominant cell-mediated immunity, which is characterized by increasing interferon gamma release [38] . Serpine1 is known to be an essential element of the fibrinolytic system that is related to blood coagulation [39] . Serpine1 also acts as an inflammatory mediator by increasing the level of interferon gamma in blood to eliminate the pathogen in the early phase of an infectious disease [40, 41] . Therefore, increasing gene expression levels of Serpine1 might be related to interferon gamma release due to MAP infection. In addition, expression of MAP0403 in MAP was increased in infected macrophages and MAC-T cells in recent study [42] . MAP0403 is kind of serine protease which served as a key element of the stress response network in intraphagosomal survival of MAP [42] . Up-regulation of Serpine1 might be a counter response to intraphagosomal survival of MAP in host cells. The diagnostic accuracy of Serpine1 was good (AUC!0.8) in all infected animals (PN, NP, PP group).
Iron is an important nutrient in innate immune response to bacterial pathogen [43] . Tfrc, which is one of the key elements of iron metabolism, transfers iron to cells from transferrin protein [43] . Tfrc is known to down-regulated in response to intracellular pathogen infection; however, its expression was significantly increased in all infected animals in the present study. This phenomenon might be related to the alternative iron acquisition system of MAP, which acts in a host-independent manner using mycobactin [44] ; however, further studies are needed to confirm this.
Mmp9 is a matrix metalloproteinase related to leukocyte migration to infection sites and tissue destruction if it is secreted in excess amounts [45] . The level of Mmp9 was regulated by Timp1, which inhibits the activity of MMP9 [45] . Mmp9 and Timp1 are known to be up- regulated in tuberculosis infection and have therefore been proposed as biomarkers for diagnosis of tuberculosis [46] . The simultaneous up-regulation of Mmp9 and Timp1 in infected animals might be caused by inflammatory conditions due to the early stages of MAP infection. Two genes (Mmp9 and Timp1) showed good discriminatory ability (AUC!0.8) in the PN group.
β-defensins exhibit antimicrobial functions, providing first protection against pathogens while playing an immune-modulation role [47] . Moreover, β-defensins interplay between innate and adaptive immune responses by down-regulating pro-inflammatory cytokines [48] . In the present study, Defb1 and Defb10 were significantly up-regulated in both the PN group and the NP group. Moreover, Defb1 and Defb10 showed excellent discriminatory ability (AUC!0.9) in the PN group. S100a8 and S100a9 are members of a calcium-binding cytosolic protein family that are located in the cytoplasm [49] . S100a8 and S100a9 form a heterodimer known as calprotectin that induces an inflammatory response via activation of TLR4 signaling [50] . Moreover, calprotectin is known to induce leukocyte migration in the early phase of bacterial infection [51] . In previous studies, serum S100A8/A9 have been proposed as prognostic biomarkers for disease progression and therapeutic response in inflammatory bowel diseases (IBD) [52, 53] . In the present study, S100a8 showed good discriminatory ability (AUC!0.8) in the PN and PP groups. However, gene expression of S100a9 was not significant in all infected animals. Generally, S100a8 and S100a9 exist as heterodimers, but they also exist as homodimers [54] . The inconsistent gene expression levels between S100a8 and S100a9 might be related to the presence of the homodimer form.
An ideal biomarker for diagnosis of JD should be able to discriminate between infected and non-infected animals with high sensitivity and specificity. Our data showed that the response of eight biomarkers (Hp, Timp1, Mmp9, Serpine1, Tfrc, S100a8, Defb1, and Defb10) significantly discriminated MAP-infected and non-infected animals. Moreover, eight biomarkers (Hp, Timp1, Mmp9, Serpine1, Tfrc, S100a8, Defb1, and Defb10) showed good accuracy (AUC!0.7) for diagnosis of subclinical animals. Additionally, four genes (Timp1, S100a8, Defb1, and Defb10) showed sensitivity over 80% and specificity over 90%. It is generally very difficult to detect subclinical stages of JD using currently available diagnostic methods such as bacterial culture, fecal PCR and serum ELISA [3] . Fecal PCR is a reliable method for diagnosis of MAP infection; however, intermittent shedding of MAP into feces because of immunological changes during the progress of disease can interfere with accurate diagnosis [55] . Moreover, although serum ELISA is a simple, fast and cost-effective method for diagnosis of JD, it is Host biomarkers for the diagnosis of subclinical paratuberculosis known to have low sensitivity for MAP-infected animals that do not show clinical signs [56] . However, our real-time PCR method based on biomarkers showed relatively precise diagnostic results. In that regard, combination of eight biomarker genes (Hp, Timp1, Mmp9, Serpine1, Tfrc, S100a8, Defb1, and Defb10) might be used for diagnosis of JD, including in subclinical stage animals.
In conclusion, a real-time PCR method was developed based on eight biomarkers that can be used as a new diagnostic tool for JD with good diagnostic performance. Moreover, this realtime PCR based on biomarkers might be used for diagnosis of JD, especially in subclinical stage animals that cannot be detected by current diagnostic methods. Although our developed diagnostic method might be applied to field test, this method will be more concreted if possible limitations in our study such as the low number of samples and sampling times would be addressed in future studies by including large scale field investigations. 
